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EXECUTIVE SUMMARY:

, W1t o

In a metabolism study (MRID 47128130) BAS 800 H (100% a.i.), [phenyl-U-'*C]-BAS 800 H
(>95.0% radicchemical purity) was administered to 4 Wistar rats/sex/group via gavage at 4, 20,
or 100 mg/kg bw for plasma kinetics and 5 or 100 mg/kg bw for mass balance, tissue distribution
and biliary excretion experiments.

After a single oral administration of 100 mg/kg bw of *C-BAS 800 H, mean total recoveries of
radioactivity were >90% in both sexes. In exhaled air, no administered radioactivity (AR) was
excreted as CO,. After 168 h, the total amounts of radioactivity excreted in urine were 52.6 and
86.6% in males and females, respectively. In feces, 43.3 and 9.8% of AR were recovered in
males and females, respectively. The time course of the amount of radioactivity found in urine
and feces indicated rapid excretion.

With repeat dosing (14 oral applications with unlabelled BAS 800 H at 100 mg/kg bw and one
oral application with labelled '*C-BAS 800 H at 100 mg/kg bw), a similar pattern of excretion
was also seen, Afier 168 h, the total amounts of radioactivity excreted in urine were 67.8 and
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83.4% in males and females, respectively. In feces, 35.8 and 13.4% of AR were recovered in
males and females, respectively.

After single oral administration of 5 mg/kg bw, mean total recoveries of radioactivity were >90%
in males and females. No AR was excreted as CO; in exhaled air, Within 168 h 26.0 and 96.1%
of AR were excreted in urine of male and female rats, respectively. In feces, 81.2 and 12,.§% AR
were recovered in males and females, respectively. The time course of the amount of

- radioactivity found in urine and feces indicated rapid excretion. The results demonstrated a sex-
specific excretion pattern for *C-BAS 800 H with a higher amount of urinary excretion for
females than for males. This sex difference was more pronounced at the low dose level than at
the high dose level.

A comparable time course of radioactivity was found for blood and plasma in both sexes. A
relatively constant blood/plasma ratio was generally found with the observation period of 168 b,
indicating that majority radioactivity was in plasma and not bound to cellular blood constituents.

The AUC values for doses of *C-800 H of 4, 20, and 100 mg/kg bw were 741, 2131, 4502 [pg
Eq x h/g] for males and 247, 754, and 3057 [pug Eq x h/g] for females. The findings indicated a
sex difference with up to three fold higher internal exposures for males than for females,
Increasing the dose by a factor of 25 resulted in an increase of the AUC-values by a factor of 6.1
in males and 12.4 in females. These data indicated a sub-linear correlation of the internal
exposure with increasing internal dose.

After a single oral dose of 1*C-BAS 800 H at 5 or 100 mg/kg bw, analyses of radioactivity in
tissues indicated higher levels in males than in females at respective time points and dose levels,
whereas the pattern of distribution in the various organs and tissues was similar in both sexes.
Tissue radioactivity concentrations generally declined with time parallel to plasma
concentrations. Throughout the time course of the experiments, highest radioactivity levels were
generally found in the GI tract, liver, kidneys, lungs, and thyroid whereas radioactivity levels
were lowest in brain and bone. Similar findings were noted with repeat dosing.

Within 48 h of administration of *C-BAS 800 H, excretion of radioactivity in the bile in males
and females was 52.3 and 18.9% and 67.8 and 35.5% AR at 5 and 100 mg/kg bw dose levels,
respectively. The data indicated higher biliary excretion in males when compared to females.

In conclusion, the biokinetics data demonstrated that orally administered BAS 800 H was rapidly
absorbed, distributed, and excreted. Regardless of the dose administered, maximum
concentration of BAS 800 H in blood and plasma was reached within 1 h of dosing and declined
rapidly after 24 h. The blood and plasma data demonstrated that the majority of the BAS 800 H
residues occurred in the plasma and was not bound to cellular elements of the blood. There was a
sex dependent difference in the excretion of orally administered BAS 800 H. Following single
low- and high-dose administration or a repeat high-dose administration, the main route of
elimination in male rats was via the feces, while urinary excretion was the major route of
elimination in females. The sex dependent excretion was more pronounced at the low dose level
than at the high dose level. The sex dependent difference in excretion of orally dosed BAS 800 H
was also demonstrated by the biliary excretion data which showed significantly higher biliary
excretion of BAS 800 H residues in males than in females. Excretion of orally dosed BAS 800 H
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was essentially complete within 96 h, the majority was eliminated within the first 24 to 48 h.
Exhalation was not a relevant excretion pathway of BAS 800 H. At 168 h after dosing, BAS 800
H residues remaining in tissues were very low, and occurred mainly in carcass, liver, skin, and
gut contents,

Studies of the metabolic pattern and identification on metabolites in the rats indicated that BAS
800 H was metabolized by three major transformation steps, which were demethylation of the
uracil ring system, degradation of the N-methyl-N-isopropyl group to NH2, and cleavage of the
uracil ring, forming a sulfonylamide group. The predominant metabolites were MSOOHO1,
M800HO03, M800HO07 and the parent compound, Other minor metabolites were M800OHOS,
M800H16, M800OH17, M800OH18, M300M19, and M800M20. There were no significant gender
differences in metabolic profiles,

This metabolism study in the rat is classified acceptable, guideline and satisfies the guideline
requirement for a2 metabolism study [OPPTS 870.7485, OECD 417] in rats.

COMPLIANCE: Signed and dated GLP, Quality Assurance, and Data Confidentiality
statements were provided,
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EXECUTIVE SUMMARY:

in a toxicokinetic study, [phenyl-U-"*C]-BAS 800 H (>95.0% radiochemical purity), was administered to 4
Wistar rats/sex/group via gavage at 4, 20, or 100 mg/kg bw for plasma kinetics and 5 or 100 mg/kg bw
for mass balance, tissue distribution and biliary excretion experiments, -

After a single oral administration of 100 mg/kg bw of '*C-BAS 800 H, mean total recoveries of
radioactivity were >90% in both sexes. In exhaled air, no administered radioactivity (AR) was excreted
as CQ,. After 168 h, the total amounts of radioactivity excreted in urine were 52.6 and 86.6% in males
and females, respectively. In feces, 43.3 and 9.8% of AR were recovered in males and females,
respectively. The time course of the amount of radioactivity found in urine and feces indicated rapid
excretion, .

With repeat dosing (14 oral doses of unlabelled BAS 800 H at 100 mg/kg bw and one oral application
with Jabelled "'C-BAS 800 H at 100 mgtkg bw), a similar pattern of excretion was also seen. After 168 h,
the total amounts of radioactivity excreted in urine were 67.8 and 83.4% in males and females,
respectively. In feces, 35.8 and 13.4% of AR were recovered in males and females, respectively.

After single oral administration of 5 mg/kg bw, mean total recoveries of radioactivity were >90% in males
and females, No AR was excreted as CO, in exhaled air, Within 168 h 26.0 and 96.1% of AR were
excreted in urine of male and female rats, respectively. In feces, 81.2 and 12.8% AR were recovered in
males and females, respectively. The time course of the amount of radioactivity found in urine and feces
indicated rapid excretion. The resuits demonstrated a sex-specific excretion pattern for *C-BAS 800 H
with a higher amount of urinary excretion for females than for males. This sex difference was more
pronounced at the low dose level than at the high dose level,
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A comparable time course of radioactivity was found for blood and plasma in hoth sexes. A relatively
constant blood/plasma ratic was generaily found with the observation period of 168 h, indicating that
majority radioactivity was in plasma and not bound to cellutar blood constituents.

The AUC values for doses of "*C-800 H of 4, 20, and 100-mg/kg bw were 741, 2131, 4502 [ug Eq * hig]
for males and 247, 754, and 3057 [Hg Eq * h/g] for females. The findings indicated a sex difference with
up to three fold higher internal exposures for males than for females. increasing the dose by a factor of
25 resulted in an increase of the AUC-values by a factor of 6.1 in males and 12.4 in females. These
data indicated a sub-linear correlation of the internal exposure with increasing internal dose.

After a single oral dose of "*C-BAS 800 H at 5 or 100 mg/kg bw, analyses of radioactivity in tissues
indicated higher levels in malgs than in females at respective time points and dose levels, whereas the
pattern of distribution in the various organs and tissues was similar in both sexes, Tissue radioactivity
concentrations generally declined with time parallel to plasma concentrations. Throughout the time
course of the experiments, highest radioactivity levels were generally found in the Gl tract, liver, kidneys,
lungs, and thyroid whereas radioactivity levels were lowest in brain and bone. Similar findings were
noted with repeat dosing.

Within 48 h of administration of *C-BAS 800 H, excretion of radicactivity in the bile in males and
females was 52.3 and 18.9% and 67.8 and 35.5% AR at 5 and 100 ma/kg bw dose levels, respectively.
The data indicated higher biliary excretion in males when compared to females.

In conclusion, the biokinetics data demonstrated that orally administered BAS 800 H was rapidly
absorbed, distributed, and excreted. Regardless of the dose administered, maximum concentration of
BAS 800 H in blood and plasma was reached within 1 h of dosing and declined rapidly after 24 h. The
blood and plasma data demonstrated that the majority of the BAS 800 H residues occurred in the
plasma and was not bound to cellular elements of the blood. There was a sex dependent difference in
the excretion of orally administered BAS 800 H. Following single low- and high-dose administration or a
repeat high-dose administration, the main route of elimination in female rats was via the urine, while
fecal excretion played a significant role in males, The sex dependent excrefion was more pronounced at
the low dose level than at thehigh dose level. The sex dependent difference in excretion of orally dosed
BAS 800 H was also demonstrated by the biliary excretion data which showed significantly higher biliary
excretion of BAS 800 H residues in males than in females. Excretion of orally dosed BAS 800 H was
essentially complete within 96 h, the majority was eliminated within the first 24 to 48 h, Exhalation was
not a relevant excretion pathway of BAS 800 H. At 168 h after dosing, BAS 800 H residues remaining in
tissues were very low, and occurred mainly in carcass, liver, skin, and gut contents.

Studies of the metabolic pattern and identification on metabolites in the rats indicated that BAS 800 H
was metabolized by three major transformation steps, which were demethylation of the uracil ring
system, degradation of the N-methyl-N-isopropyl group to NH,, and cleavage of the uracil ring, forming a
sulfonylamide group. The predominant metabolites were M800H01, M80OHO3, MBOOHO7 and the parent
compound. Other minor metabolites were M800H05, M800H16, M800H17, M800H18, MB00OM18, and
M800M20. There were no significant gender differences in metabolic profiles.

COMPLIANGCE: Signed and dated GLP, Quality Assurance, and Data Confidentiality statements were
provided.
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I. MATERIALS AND METHODS

A. MATERIALS:

1.

Radiolabelled [Phenyl-U-"C] BAS 800 H [ [Uracil4-"C] BAS 800 H | [Uracil-5-°C, benzamide-

test material: carbonyl-'*C] BAS 800 H

Structural formula: o Dy e, oF cl n" ]

H.c..-NJLNj@:r&..séfr Hew A ﬁﬁﬁt

Ty

Lot/Batch #: 825-1085 825-1201 §29-1017 828-1085

Radiochemical 99.9% 96.0% 99.5% 99.0%

purity {(HPLC):

Chemical purity: 100.0% 92.5% £9.2% :

Specific activity: | 5.54 (0.15) | 5.19 4.26 (0.12) -

MBa/mg {rmCiimg)

Non-radiolabelled test BAS 800 H F cl .

material: 2 J\

AL . N ,,5~..

F,K(Z\’L\‘o °° T
Lot/Batch #: L67-140 COD-000298
Chemical purity: 99.9% 93.9%

¥’

2.Vehicle and/or positive control: 0.5% carboxymethylcellulose in double distilled water.

3.Test animals:

Species: Rats

Strain; Crl:WI (Han)

Agelweight at study Age: 28 weeks; Mean weight: § = ~200; 2 =~210 g

initiation:

Source: Charles River, Sulzfeld, Germany '

Housing: Individuaily in cages; i
during acclimalization and prior to the experiment in type |l Macrolon cages;
during balance experiments in all-glass metabolism cages; type Metabowl
{(Jencons, Leighton Buzzard, UK); .
in restriction cages (BASF AG, Ludwigshafen, FRG) for experiments on
biliary/excretion and in steel wire mesh cages (Becker & Co., Castrop-Rauxel,
FRG}) for tissue distribution experiments and blood/plasma kinetics.

Diet: Kliba lab diet mouse/rat “GLP", pellet (during acclimation) or meal (when in
metabolism cages), supplied by Provimi Kliba SA, Kaiseraugst, Switzerland, ad
libiturm '

Water; Tap water ad /ibitum

Environmental Temperature: 20-24°C

conditions; Hurnidity: 30-70% ,

Air changes: no information

Photoperiod:; natural day/night rhythm with additional artificial light as

required during working hours.

Acclimation period:

at Ieasi 3 days prior to administration
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B. STUDY DESIGN:

1. Experimental dates: Toxicokinetic study: Start: November 19, 2004 End: January 31, 2007

Metabolism study: Start: October 26, 2004 End: May 31, 2006

2. Animal assignment: Animals were assigned to test groups via a randomization protocol provided by a

computer. The test groups are noted in Table 1a and 1b.

Table 1a: Study design (Pharmacokinetics)

Pharmacckinetic | Mass balance, tissue distribution, | Tissue distribution Excretion via
bile excretion bile
Test phenyl-U-""C-BAS | phenyl-U-""C-BAS 800 H phenyl-U-"“C-BAS 800 H “‘C & phenyl-U-
material 800 H “C-BAS 800 H
ma/kg bw 4 20 | 100 |5 100 100 (14 daily 5 100 5 100
doses + 1 radio- ’
active dose on
day 15)
Nisex 4 4 4 4 4 4 12 12 4 4
Assess- radicactivity in Urine collected at 6, 12, 24, 48, 72, | 3/sex 3dfsex Bile duct
ment whole blood and 96, 120, 144, 168 h; sacrificed sacrificed | cannulated,
plasma; assessed | Feces collected at 24, ... 168 h; at1,4(@), |at1,7, bile collected
at1,2, 4,8, 24, Tissues at sacrifice at 168 h; 20(2). 24, | 20,34 h; | at3 hintervals
48, 72, 95, 120, Cage washing 48 (3), 72 | tissue uptod8h;
144, 168 h post- Expired air (3); tissue | radio- radicactivity in
dosing collected for 48 h radioactivity | activity hile
{only 28/dose)
metabolites no yes Yes no yes
sacrifice 168 h 168 h 1,.7,.20,34 h 48 h
Table 1b: Study design (Metabolism}
Test material | phenyl-U-*C-BAS 800 H _uracil-4-""C-BAS 800 H
mg/kg bw 5 100 100 100 100
Nfsex 4 10 4, 10
sacrifice 168 h 168 h 168 h
Metabolites in_| liver, kidneys, plagma, fat uring, feces liver, kidneys, plasma, fat urine, feces

3. Test substance preparation and analysis:

The stability, homogeneity and correctness of the concentration of the test item preparations as well as
the radiochemical purity of “C-BAS 800 H were checked via HPLG.

To facilitate the structure elucidation of formed metabolites, *C-BAS 800 H was added to the BAS 800
H preparation for the bile excrehon experlment at the high dose level. In general “C-BAS 800 H and the
non-radiolabelled BAS 800 H 1 %C- and "*C-BAS 800 H) were prepared in 0.5 % carboxymethylcellulose
in double distilled water under the addition of a respective amount of Cremophor. About 10 mL/kg bw of
a preparation was administered to rats by gavage.

In order to achieve the required specific activity, appropriate amounts of non-radiolabelled BAS 800 H
were added to the respective amounts of a stock solution of radiolabelled BAS 800 H and the aqueous
vehicle (0.5 % carboxymethylcellulose in double distilled water) was added and filled up to the final
volume. The activity per animal was about 0.5-2 MBq,.

For the bile excretion experiment at the high dose, **C-labelled Bas 800 H was mixed with unlabelled
BAS 800 H 1:2 (w:w) and in order to achieve the required specific activity, this mixture was added to the
respective amounts of a stock solution of radiolabelied material and the agueous vehicle was added and
filled up to the final volume. The quantity of radloactlwty per animal was about 0.5-2 MBq. The stability,
homogeneity, and concentrations of BAS 800 H in the agueous vehicle were verified by HPLC.

4
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Results

No analytical data on the analyses of stability, homogeneity, and concentration were given in the Report,
which simply stated that

“The analytical investigations performed in the context of this study demonstrated the stability,
homogeneity and correctness of the concentrations of C-BAS 800 H in the vehicle.,"

Statistics:

Means were calculated for individual parameters. Analysis of kinetic data was performed based on the
group mean values using the PC program system TOPFIT Version 2.0 (1).

C. METHODS:

1. Administration of BAS 800 H preparations:

The BAS 800 H preparation was administered by oral gavage in a volume of 1 mL/100 g bw.,

a. Radioactivity in whole blood and plasma:

Rats (4/sex/group) were administered radioactive BAS 800 H preparations at 4, 20, or 100 mg/kg bw.
After dasing, blood samples (~100-200 pL) were taken from the retro-orbital sinus or by exsanguinations
at the last time point at 1, 2, 4, 8, 24, 48, 72, 96, 120, 144, and 168 h. Whole blood and plasma samples
were checked for total radioactivity.

b. Balancelexcrefion:

Rats (4/sex/group) were given a single oral dose of radioactive BAS 800 H preparations at 5, or 100
mglkg bw. A group of rats, 4/sex, was given non-radioactive BAS 800 H daily for 14 days at 100 mg/kg
bwid and followed with a radioactive BAS 800 H preparation at 100 mg/kg bw on day 15. After dasing,
the rats were placed in individual metabolism cages. Urine was collected at 6, 12, 24, 48, 72, 96, 120,
144, and 168 h. Feces was collected at 24, 48, 72, 96, 120, 144, and 168 h. Expired air was collected
for 48 h from the first 2 males that received a single dose of radipactive BAS 800 H at 5 and 100 ma/kg
bw. The collected urine, feces, and expired air samples were analyzed for radioactivity. At 168 h post-
dosing, the rats were sacrificed and the following tissues were collected, processed, and analyzed for
radioactivity.

Tissues collected for radioactivity analysis:

Heart, liver, spleen, bone, skin, lungs, ovaries, muscle, kidneys, testes, brain, pancreas, uterus, adipose
tissue, stomach and stomach contents, thyroid, adrenal, bone marrow, blood celis and plasma, and
carcass,

c. Tissue distribution:

Rats (12/sex/group) were given single oral dose of radioactive BAS 800 H at 5 or 100 ma/kg bw.
Following dosing, 3 rats/sex/group were sacrificed at the time intervals given below. The time points
selected corresponded to the time points of maximum plasma concentration (MPC), ¥ MPC, ¥% MPC
and 1/8 MPC which were determined based on the resuits of earlier experiments. Tissues from the
sacrificed rats were collected and analyzed for radioactivity,

Sacrifice fime intervals:
5 mg/kg bw group: 1, 4 (Q), 20 ({), 24, 48 (3), and 72 ($) h post-dosing
100 mg/kg bw group: 1, 7, 20, 34 h post-dosing

5
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Tissues collected for analysis of radioactivity:

Heart, liver, spleen, bane, skin, lungs, ovaries, muscle, Kidneys, testes, brain, pancreas, uterus, adipose
tissue, stomach and stomach contents, thyroid, adrenal, bone marrow, blood cells and plasma, and
carcass.

d. Bile excretion of radicactivity:

In this experiment, the bile duct of rats were cannulated and the rats (4/sex/group) were given a single
oral dose of radioactive BAS 800 H at 5 or 100 mg/kg bw. Bile was collected at 3 h intervals for up to 48
h and analyzed for radioactivity.

e. Metabalism study (metabolic pattern and isolation and identification of urinary and fecal metabolites):

For the isolation and identification of urinary and fecal metabolites, groups of male and female rats were
administered uracil-label14-BAS 800 H or phenyl-label14C-BAS 800 H at 100 mg/kg bw.

Bile fluid collected from bile-cannulated male and female rats in the biokinetics study (at single oral
doses of & or 100 mg/kg bw) was used for identification of metabolites in bile fluid.

For the analysis of the metabolite patterns in liver, kidney, fat, and plasma, male and female rats were
dosed at § or 100 mg/kg bw {uracil- and phenyli-label), the organs were removed 1 h after dosing.

The biomaterials were processed and analyzed using appropriate methods (combustion of solid
samples, extraction, isolation, and purification, liquid scintillation counting, high performance liquid
chromatography, mass spectrometry, NMR spectrometry, and co-chromatography)

2. Analysis of radioactivity:

All samples of biclogical materials were prepared for radioactivity analysis using conventional methods. For
tissues, blood cells, plasma, adipose tissue, bone, muscle the calculation of % of administered dose (AD)
was based on the sample amount taken for the measurement. For all other tissues, the calculation was
based on the weight of the whole tissue.

. RESULTS

A. Plasma and blood levels of *C-BAS 800 H: Table 2

Orally administered "C-BAS 800 H was rapidly absorbed and the maximum plasma concentration
{Cmax) Was reached within 1 h of dosing A(Time to reach maximum concentration, Tmay) for all dose
groups. Thereafter the plasma level of “C-BAS 800 H declined rapidly and only residual radicactivity
was detected at 168 h. A comparable time course of radioactivity was found in blood and plasma of both
sexes, A relatively constant blood/plasma ratio between 0.1 and 0.4 was generally found, indicating that
major parts of the radioactivity were in plasma and not.bound to cellular blood constituents,

The area under the plasma concentration time curve (AUC) values indicated a gender difference with up
to three fold h‘ifgher internal exposures for males than for females, most probably due to a higher
clearance of *C-BAS 800 H in female rats. Increasing the dose by a factor of 25 resulted in an increase
of the AUC-values by a factor of 6.1 in males and 2.4 in females. These data indicated a sub-linear
correlation of the internal exposure with increasing external dose.
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Table 2: Mean plasma and blood levels of radioactivity after single oral administration of phenyl-U-"C-
BAS 800 H.

o1 @

mg/kg bw 4 20 100 4 20 100

N 4 4 4 4 4 4

Mean plasma 1h 23.9+4.1 98.3+19.3 | 286.,0+27.5 | 23.048.9 84.842.9 258.3488.5

concentrationof [ 2h 22,5434 | 84.3x15.9 | 255.2422.4 | 16.7x7.1 | 66.5:84 | 219.2+73.1

radioactivity, pg [ 4 h 21.233.2 | 72.6427.0 | 220.5:26.0 | 12.446.2 | 44.3+10.5 | 138.4252.5

Eq/g plasma Bh 10.443.4 | 55.0432.7 | 145.9:+34.4 | 9.625.2 30.149.8 | 96.7448.2

24 h 11.424.3 | 2064274 | 48.7+30.7 | 2.3+18 6.4+3.2 38,0+29.3
48 h 5.1+3.1 13.6£17.1 | 15.8+16.9 0.410.3 1.1+0.7 6.1+4.4
72h 2.4+2.2 6.5£9.3 7.0:9.3 0.1:0.1 0.4+0.2 2.1+1.6
96 h 0.9+1.1 2.7£3.9 3.715.0 0.120.1 0.5+0.3 2.0£1.5
120 h 0.4:0.6 1.4+1.9 2.343.0 0.110.1 0.320.2 1.540.9
144 h 0.240.3 0.740.9 1.4+1.9 0,101 0.3:0.2 1.0£0.7
168 h 0.120.1 0.410.4 1.0£1.1 0+0.1 0.210.1 0.740.4

Mean blood 1h 3.0+1.6 21.2410.1 | 104.5£38.5 | 3.3+1.5 17.3%7.3 | 651.94257

concentrafionof | 2h 3.611.6 20,7459 | 73.8£134 | 1.8:0.8 104+3.4 | 58.1220.4

radioactivity, 19 | 4h 2.521.0 7.5%2.3 7293131 | 1.241.0 7.645.3 22.38.0

Eq/g ptasma 8h 1.540.2 4.9:4.6 34.5414.3 | 1.320.7 3.0+1.7 21.7£18.0

24 h 2.382.4 9.4+10,7 | 9.946.5 0.6£0.6 1.040.5 0.717.8
48 h 1.441.0 3.4+3.8 4.1+4.9 0.120.1 0.310.2 1.50.8
72h 0.240.3 0.710.7 0.9+11 | 0.0£0.0 0.1x0.1 0.410.2
96h 0.240.3 1.0+1.7 1.842.7 0.0£0.0 0.120.1 0.4:£0.2
120 h 0.1£0.1 0.2:0.2 0.310.3 0.040.0 0.1£0.1 0.310.1
144 h 0.0+0.0 0.1:0.1 0.410.4 0.0+0.0 0.120.0 0.440.3
168 h 0.0:0.0 0.120.1 0.420.4 0.0£0.0 0.040.0 0.310.2

Blood/plasma 1h 0.164 0.216 0.365 0.143 0.204 0.201

concentration 2h 0.159 0.245 0.289 0.107 0.156 0.265

ralio 4h 0.118 0.103 0.331 0.097 0.172 0.161

Bh 0.076 0.089 0.237 0.137 0.100 0.225
24 h 0.198 0.318 0.203 0.258 0.149 0.255
48h 0.283 0.252 0.256 0,250 0,280 0.241
72h 0.100 0.100 0.134 0.167 0.205 0.203
96 h 0.234 0.349 0.468 0.333 0.235 0.189
120 h 0.167 0.164 0.145 0.286 0.375 0.200
144 h 0.095 0.197 0.287 0,200 0.280 0.379
168 h 0.200 0.194 0.442 0.333 0.267 0.408
Crnex ug Eq/g 23.9 98.3 286.0 23.0 84.8 258.3
| Trmae h post-dosing | 1 1 1 1 1 1
Initial half life h 20.9 22.6 33.5 49.5 58.1 59.2
AUC ug Eq*hig 741 2131 4502 247 754 3057

Data taken from Tables 2, 14-20; pages 38, 49-55 of Biokinetics Report,
Cmax = maximum plasma concentration; Tmax = time to reach maximum plasma concentration; AUG = calculated area
under the plasma concentration time curve

B. Balance and excretion pattern of **C.BAS 800 H:

After single or repeat oral administration of *C-BAS 800 H, mean total recoveries of radioactivity in the
urine and feces were high for all groups (97-110% AD at 168 h). Radioactivity in expired air was low and
exhalation was not a relevant excretion pathway of BAS 800 H. In general, the majority of radioactivity
was excreted in the urine and feces within the first 24 to 48 h and excrefion was essentially complete
within 96 h. Radioactivity remaining in tissues at 168 h was very low, and occurred mainly in the carcass
{0.06-0.10%), liver (0.03-0.06%), skin (0.02-0.05%), and gut content (0.02%).

The data demonstrated a sex specific excretion pattern for *C-BAS 800 H with a higher amount of
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urinary excretion for females than for males. The sex dependent excretion was more pronounced at the
low dose level than at the high dose level,

Table 3; Mean (% administered dose, AD) excretion and tissue retention of radioactivity after oral
administration of phenyl-"*C-BAS 800 H.

g Q
ma/kg bw 5 100 100{(14+1) | & 100 100 (14+1)
N ' 4 4 4 4 4 4
Mean urine 06 h 6.11+3.31 28.10+12.44 | 38.78+4.26 | 30.96420.07 | 57.0846.49 | 55.99+4.77
radioactivity | 6-12 h 3.61+2.94 9,53+2.89 10.0324.73 | 15.38£7.77 | 8.7241.90 6.2341.01
12-24 h 6.5015.46 10.2643.97 8.734+1.09 29.55+11.02 | 14.11+4.21 | 10.78+1.33
24-48 h 5.37+3.97 3.26+1.44 1.91+0.52 14.0646.90 | 3.38+1.58 5.25+1.65
48-72 h 2.4042.55 0.7910.25 0.6310.22 3.5642.23 1.25+0.64 2,09+0,79
72-96 h 1.20+1.61 0.3420.17 0.2210.05 1.1110.42 0.71£0.43 1.11+0.40
g96-120h | 0.3640.28 0.16x0.07 0.13:0.04 0.5620.31 0.5410.32 0.63+0.06
120-144 h | 0.1720.13 0.10x0.05 0.08£0.03 0.45+0.39 0.42£0.09 0.6740.16
144-168 h | 0.11+0.07 0.06£0.03 0.28+£0.45 0.43+0.28 0.36+0.10 0.6310.33
‘Urine'total | 26:02+16.06. | 52:614+10.11 -|.61:80+3.63 - |-96:06£7-.88 - |-86.5612.68" 7| '83:3842:43
Mean fecal 0-24 h 30.6+21.98 21144666 | 24.31+4.89 | 6.55+1.46 7.93+2.48 9.64+3.06
radioactivity | 24-48 h 30.0529.91 18.24+7.43 9.8442.83 4.71£3.37 1.34140.47 2.80+0.98
48-72 h 6.95+3.17 2.9210.71 1.0240,19 | 1.11+0.68 0.24+0.18 0.52+0.24
72-96 h 11.21£20.04 | 0.58£0.34 0.30+0.14 0.21+0.15 0.1040.05 0.14+0.08
96-120 h | 0.72+0.86 0.2040.12 0.12+0.06 0.09+0.05 0.0740.03 0.09£0.03
120144 h | 1.61+2.93 0.18+0.08 0.0740.03 0.09+0.07 0.05+0.01 0.1040.06
144168 h | 0.07+0.02 0.09+0.04 0.1040.07 0.04+0.03 0.09+0.09 0.0940.03
Fecaliotal | 81:20%16.41 ['43:3338.11 ['35.76£3.80% 1 12:8044.38 . | 9.8242:22 13.384+2.44
Cage wash 168 h 0.56+0.59 0.69+0.31 0.5820.28 1.34+0.65 0.8010.25 1.6940.45
Carcass 168 h 0.06+0.01 0.07+0.03 0.050.01 0.1010.05 0.0840.04 0.05£0.02
Skin 168 h 0.02+0.0 0.03£0.02 0.02+0.01 0.0340.01 0.02+0.01 0.03+0.01
Liver 168 h 0.0310.01 0.02+0.01 0.0220,01 0.08+0.02 0.03+0.02 0.0540.02
Gutcontent | 168 h 0.02+0.0 0.0320.02 0.02+0.01 0.0240.01 0.0220.01 0.02+0.01
Kidneys 168 h 0.01£0.01 0.0 0.0 0.01x0 0.0 0.0
Total 2> |.168th.: | 107:0023.59 | 96:77+3.31-  [798:2440.15 %110:41+3.18 | -87:32+1.18 | 98.60+0.09
Data taken from Tables 1, 8-13; pages 37, 43-48 of Biokinetics Report.

Table 4: Comparison of time course of mean excretion of radioactivity (% administered dose, AD) after a
single oral administration of phenyl- or uracil-labelled *C-BAS 800 H at 100 mafkg bw.

% melabaolites excrefed in urine and faces {metabalism siudy)
100 mg phenyl"*C-BAS 800 Hikg bw 100 mg uracil®C-BAS 800 Hikg bw
uring feces uring feces
g ? g 2 g Q g Q

024 h 26.0 44.3 32.1 9.68 26.5 48.0 29.1 104
2448h 1.58 3.06 11.8 347 1.85 242 157 1.02
4872 h 0.43 1.23 2.51 0.93 0.45 1.13 3.79 0.65
7286 h 0.47 0.89 0.66 0.45 0.11 0.59 1.16 0.27
86-120h - - - - - 0.28 - 0.11
120-144 h - - - - - 0.29 - 0.15
144-168 h - - - - - 0.85 - 0.14
0-72h - - - - - - - -
096h 28.5 49.5 47.0 14.5 28.9 - 49.8 -
0-168 h - - 53.5 - 137
Data taken from Tables 6, page 61 of Metabolism Repor.

C. Tissue distribution of "*C-BAS 800 H: Tables 5-7

Within 1 h after oral administration of “C-BAS 800 H at 5 or 100 mg/kg bw, the highest radioactivity was
found in the stomach and gut contents, carcass, liver, and skin, Thereafter, radioactivity in the gut
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content increased as the ingested '“C-BAS 800 H passed down the Gl tract. In general, radioactive
residues in tissues were rather low, Radioactivity generally declined continuously in organs and tissues
of both sexes during the following hours in parallel to the concentration in plasma. After 20-24 h, only
negligible radioactivity was measured in internal organs except for the liver. By 168 h, all internal tissues
in male and fernale rats that received a single oral dose of “C-BAS 800 H at 5 or 100 ma/kg bw
contained very low radioactivity (<0.1 and <1.0 yg Eq/g at 5 and 100 mg/kg bw, respectively). Similar
findings of low radicactivity in internal tissues (<0.5 0 g Eq/g except for the liver of females) were also
observed in male and female rats that were given 15 daily oral doses of BAS 800 H {14 X BAS 800 H: 1
X YC-BAS 800 H on day 15) at 100 mg/ikg bw and sacrificed 168 h |atef.

Table 5: Mean (% administered dose; mean+SD) radioactivity in tissues after oral administration of “C-

BAS 800 H at § and 100 mgfkg bw (Oniy tissues with 20.10% AD are listed).
g

I )

S meka bw (N = 3/sacrifice interval .
Time, h 1 24 48 72 1 4 20 24
liver 22.9:0.82 | 7.7430.74 2.29+2 46 0.57+0.43 2594571 19.6+3.52 4.20+1.39 | 4.18+1.54
carcass 20.421.71 | 8.67+5.04 2.2942.21 0.7130.50 14.844.53 7.88+3.21 3.034£0.67 2.02+1.83
stornach content | 14.1£5.82 12.640,73 3.62+1.67
skin 8.88:1.41 | 3.4242.54 0.9241.00 0.30+0.21 5.57+1.26 | 3.42+1.88 1.2940.45 1.1340.71
qut content 7.21£0.29 | 19.943.03 3.8841.42 1.52+1.03 5.4720.46 B8.6041.09 2.58+1.50 3.8642,18
qut 3.29+0.13 | 2.7310.47 0.4940.27 0.28+0.15 2.8620.23 1.69:0.26 0.48+0.20 0.53+0.33
plasma 3.114£0.19 | 1.05+0.91 0.3240.47 2.56+1.68 1.04+0.68 0.35:0,12 0.21+0.23
stomach 1.8410.27 1.84£0.55 | 1.4840.70
blocd celfs 2,03+043 | 0.46£0.29 1.59140.67 0.6340.25 0.2440.02 0.1240.15
kidneys 1.00+0.04 | 0.2720.11 1.1440.20 0.6140.04 0.12+0.03 0.10£0.05
lungs 0.80+0.19 | 0.28+0.18 0.534£0.18 0.40+0.214 0.11£0.04
heart 0.3430.01 0.33x0.27 0.11+0.06
{esles/ovaries 0.2430,05 0.21£0.08 0.15+0.12
utenis 0.2540,20 0.13+0.08

1G0 mg/kg bw (N = 3/sacrifice infefval)
Time, h 1 7 20 34 1 7 20 34
stomach content | 24.1+14.0 | 6.1312.64 20.4:4.30 | 3.6923.15
carcass 16.326.17 | 7.28+1.71 | 2.9941.78 1.51+0.11 7.3310.64 2.70:0.26 1.0940,38 0.9640.22
gut content 13.942.26 | 24.541.22 | 14.247.59 6.0843.35 18.8+3.14 13.243.49 3.9041.46 1.81+1.24
liver 8.95£2.18 | 4.79+1.38 [ 1.900.26 1.4110.16 6.68+0.38 3.3240.16 1.3910.38 1.1640.11
skin 8.71£3.19 | 3.69+1.58 | 1.44:0.67 0.9040.16 5.2110.67 1.9240,37 0.9240.11 0.6710.15
gut 4.14%1.22 | 2.0220.77 | 0.79:0.43 0.2420,10 4.28+1.01 1.0610.23 0.2640,06 0.14£0.05
stomach 2.23:0.48 | 0.75:0.25 2.67+1.39 0.87+1.06
plasma 1.8010.45 | 0.8820.59 | 0.4340.34 0.28:0.10 1.95+0.4 0.6940,10 0.2220.17 0.17+0.09
lungs 1.6212.25 | 0.16£0.06 0.30+0.07 0.14+0.06
kidneys 1.5040.21 59+0.24 | 0.1020.05 1.02:0.05 | '0.2540,02
blood cells 1.0720.40 4§ 0.38+0.12 | 0.11£0.08 0.7040.07 0.20:0.06 0.12£0.10
heart 0.34£0.16 | 0.15+0.13 0.1310.03
testesf/ovaries 0.2720.09 | 0.21+0.02
musclg 0.11:0.04

Data taken from Tables 25-28 and 34-37; pages 60-63. €9-72 of Blokinetics Repedt.
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Table 6: Mean (ug Eq/g tissue; meantSD only tissues with 21.00 ug Eqg/g are listed) rad:oactlwty in
tissues after oral administration of "*C-BAS 800 H at § mg/kg bw.

& mgfkg bw {N = 3/sacrifice interval)
3 2

[ Time, h 1 24 48 72 1 4 20 24
stomach content | 66.2+11.8 70.24226 | 2633127
liver 34.043.01 | 11.520.69 | 3.0843.45 38.348.62 | 27.115.88 6.2241.44 | 5.76+2.14
plasma 3044342 | 9.26£7.39 | 1.71£1.97 18.7+11.4 | 8.07+4.76 2.92+0.01 1.74+2.09
stomach 19.8£1.53 18.4+4.91 | 13.636.80
thyroid 9.72+.90 | 4.234£3.20 6.02+3.21 | 2.0541.73 1.00:0.09
blood cells 8.3442.07 | 1.90%1.19 5424249 | 2.37+1.01
lungs 8.16£1.25 | 2.77+1.92 507211 | 2.9741.41
qut content 8.0140.29 | 21.443.36 | 4.03£2.01 | 1.6541.13 | 6.5240.50 | 9.47:1.30 2824116 | 3.38¢1.49
kidneys B.0010.58 | 2.0510.78 8.71+132 | 4.39:0.12
gut 7.9410.69 | 6.4540.88 | 1.7641.08 5.70:0.37 | 3.4030.52 1.0730.43 1.10+0.85
adrenals 598+1.44 | 1.51+1.01 3.3031.62 | 1.83:1.04
heart 5.0420.562 | 1.50+1.09 4452348 | 1.5580.72
bone marrow 3.21:0.44 1.9320.89 | 1.02+0.63

| skin 2664035 [ 1.1410.88 1.86:0.42 | 1.2330.68
pancreas 2.2220.24 1.6640.65
splean 1.82+0.16 1.2620.44
€arcass . 1.77£0.14 . 1342047 |
testes/ovaries 1.2720.22 3.35+1.74 | 1.7540.72
uterus - - - - 1.14£1.30 | 2.02:0.66
muscle 1.25£0.13
bone 1.010.11
Data faken from Tables 5, 30-33: pages 40, 65-68 of Biokinetics Report.

Table 7: Mean (ug Eqg/g tissue; mean+SD only tissues with 25.00 pg Eq/g are listed) radioactivity in
tissues after oral administration of ™*C-BAS 800 H at 100 mgfkg bw.

100 mgfkg bw (N = 3/sacrifice interval)

' g g
Time, h 1 7 20 _ |34 1 7 20 34
slomach content | 12142471 | 5774984 | 22.2427.7 351421279 | 4221258 | 8.79+10.8
liver 224+45.3 1174366 | 44.947.31 | 36.125.35 188+7.87 B6.7£7.39 | 38.949.17 | 35.645.35
plasma 222+40.7 108443.9 | 50435 29.9+7.01 182+14.5 69.319.62 | 2444174 | 23.649.72
slemach 421.6£121 | 1384424 | 12.4410.4 484+184 158+188
blood cells 74.0:230 | 28.0£10.2 | 8.3045.59 | 5.804£2.15 43.242.66 12.945.7 7.7045.94 | 6.57+2.44
thyroid 79.3121.6 | 46.2+17.3 | 11.647.33 | B.60£1.53 85.6420.8 2924370 | 11.528.55 | 9.5443.00
lungs 2084237 | 30.5+11.8 | 13.549.29 | 8.33%1.84 60.1+11.2 22.645.01 | 9.2146.15 | 8.2442.51
kidneys 198+19.2 | 79.3+36.7 | 13.845.83 | B.620.67 14348.90 31.443.48 | 9.08:3.10 | 7.3440.48
gut 131227.8 62.0+15.1 | 28.8415.8 | 8.69£3.28 163429.4 40.043.35 | 14.743.63 | 5.1421.14
gut conient 318+13.9 504£83.0 | 2784160 [ 160482.3 417494.7 299468.6 | 78.8£12.4 | 44.3+13.9
adrenals 81.0£55.0 | 23.148.81 | 9.20+5.45 | 5.00£0.43 46.648.43 15.742.11 | 5.45+2.88
hear 79.4+30.2 | 32.0+20.0 | 9.3946.22 | 6.01+1.78 40.248.04 13.6£2.00
bone mamrow 49.8424.9 | 21.3%7.21 | 9.2745.82 37.726.76 14.243.61 | 7.1325.64
pancreas 42.1+16.2 | 13.645.55 | 544+3.33 _25.836.40 8.40+0.82
spleen 36.4+15.2 | 10.3#3.33 18.442.13 5.2810.54
lestesfovaries 26.1+7.78 | 19.643.76 | 7.51+4.86 41.,949.00 15.043.25 | 5.85+3.67
ulens - - - - 54.6+11.4 2243542 | 8.10+5.04 | 7.0442.01
skin 65.0419.8 | 23.6£0.75 | 9.6844.68 | 5.7320.92 35.846.08 13.4£1.83 | 6.70£1.65
carcass 30.7+12.5 | 13.6+3.28 | 5,56+3.29 13.240.85

Data taken from Tables 4, 21-24; pages 39, 56-59 of Biokinetics Report.

D. Excretion of C-BAS 800 H via bile: Table 8

Regardless of the dose level administered, there was a sex dependent difference in biliary excretion of
14C-BAS 800 H. Slgnlf cantly higher percentages of orally administered BAS 800 H were excreted \na
the bile in males than in females.
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Table 8: Mean (mean+SD) percentages of hiliary excretion of radicactivity after a single oral

administration of “C-BAS 800 H at 5 or 100 mg/kg bw.
g

Q
| mglkg bw 5 100 5 100

Time 0-3 2.8241.91 5.01+3.41 1.10+0.34 2,1441.16

interval. h | 3-6 4,591+2.66 8.15:6.47 1.08£0.21 1.7810.72
6-9 4.69+2.29 6.58+5.21 0.81£0.21 1.4610.64
8-12 5.33+2.24 6.2443.58 0.77+0,14 1.94+1.18
12-15 5,99+2,01 6.9441.02 0.7740.07 3.41+2.44
15-18 5.99+1.16 7.6041.68 ' 0.911+0.15 3.20+1.05
18-21 4.6420.93 _| 5.29+1.47 1.2410.21 3.29+0.88
21-24 3.3210.81 4.28+2.69 1.2340.47 3.1840.75
24-27 2.5240.61 3.36+2,13 0.9820.71 3.1110.,90
27-30 2.21+0.53 2.64+1.63 0.88+0.88 2.7011.21
30-33 2.01+0,39 2.2641.36 1.03+0.55 2.35+1.14
33-36 1.760.27 2.41+2.08 1.5810.45 2.1120.84
36-39 1.62+0.55 2.4412.48 1.6340.42 1.69+0.59
39-42 1.63+0.38 1.88+1.82 1.7610.36 1.33+0.42
42-45 1.71£0.48 1.47£1.29 1.51+0.24 0.87+0.23
45-48 1.47+0.55 1.18+1.01 1.1340.43 0.9240.15
Total 52.3+13.4 67.846.16 18.4%3.36 35.544.94

Data taken from Tables 40-41, pages 75-76 of Biokinetics Report

E. Metabolic pattern and identification of matabolites: Tables 8-10

Metabolites in urine:

The unchanged parent compound was predominant in all dose groups. BAS 800 H amounted to 10.9-
48.2 % of the administered dose (AD) for male rats and to 48.7-88.9 % of the dose female rats,

The major metabolites identified in urine samples of male rats were M80OH01 (3.5-9.1% AD), M80OOH03
(0.8-2.3% AD), M800OHO0S (0.4-4.2% AD), and M800H07 (0.4-2.2% AD). In urine samples of female rats,
the metabolite M800H07 (0.6-4.6% AD) was the predominant one; the other metabolites amounted to

0.05-1.7% AD. M800H09 occurred in small amounts (<0.01-0.3% AD) in urine both males and famales.

MBOOH37 (a phenyl-label specific metabolite), M800H23 (a uracil-label specific metabolite), M8OOH02
(both phenyl- and uracil-label), MBOOHOG {both phenyl- and uracil-label) were also detected in small
amounts in the urine of male and female rats.

Total identified metabolites in urine (both labels) were in the range of 25-62% of the dose for male rats
and 49-95% of the dose for female rats (both labels).

Metabolites in feces:

The predominant metabolites in feces of male and female rats in all dose groups were M800H01 (18.1-
43.9% AD in males and 1.0-2.5% AD in females}) and the unchanged parent compound (3.8-16.2 and
2,9-9.9% AD in males and females, respectively). Other metabolites identified in feces were MB0OHD2,
MB0OH03 (& = 2.1-5.2, @ = 0.4-1.6% AD), MBODHO4, M80OHO5 (& = 0.3-3.6, @ <0.01-0.2% AD),
M800H06, MBOOHO07 (& = 1.1-2.0, @ = 0.7-1.4% AD) and M800H08. The HPLC retention behaviour of
the metabolites M800H02 and M800HO08, as well as of the metabolites MBOOH04 and M80OHO8 were
very similar; therefore the peaks were not clearly separated by HPLC. The sum of M800OH02 and
MB8O0H06 amounted to 2.4-8.6% AD for male rats and 0.2-0.6% AD for female rats. The sum of
M800H04 and M80CHO8 amounted to 0.7-2.4% AD for male rats and to 0.6-1.2% AD for female rats.
The phenyl-label specific metabolite MB00H37 was found in amounts of 0.8-4.5 % and <0.01-0.2 % AD
for male and female rats, respectively. Metabolite M8OOH09 was only detected in minor amounts (0.03%
11
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AD} in feces of female rats. The uracil-label specific metabolite M8G0OH23 was not detected in feces of
both genders.

Total identified metabolites in feces were in the range of 32-72% AD for male rats and 8-13% AD for
female rats.

Table 9: ldentified metabolltes (% administered dose) in urine and feces of rats 72-168 h after single
oral admlnlstratlon of “*C-BAS 800 H (phenyl-label) at 5 mgtkg bw and after 48-168 h after repeat daily

administration of “C-BAS 800 H (phenyl-label) at 100 mg/kg bw.

phenyl*’C-BAS 800 Hikg bw
administration Singla 5 mg 14+1 doses; 100 mo/kg bwid
blo-sample urine fecas uring feces
sex g | ¢ 3 _2 3 I ? 2
h assessed 0-168 0-95 0-72 0-168 0-72 0-48
BAS 800 H 10.9 28.9 377 2.93 48.2 78.1 5.55 5.25
MB0O0HO 5.21 0.85 43.9 2.52 7.88 170 18.08 1.63
#800H05 4.23 0.09 3.55 0.14 1.45 - 0.867 0.09
MBO0H03 2.34 0.67 5.22 1.63 1.96 0.43 2,092 0.84
MBgoHO7 165 4.62 2.01 1.39 1.86 2.54 1.136 1.12
MB0GM37 0.54 0.01 4.50 0.13 0.16 - 1.015 0.20
MBO0HD2+06 | 0.04 - 8.64 0.58 0.04 - 2,387 0 51
M300H0g 0.02 - - 0.03 0.002 0.02 -
MaonoH04+08 | nd - 0.68 0.97 nd - 1.177 1.23
|_total 25.0 95,2 72.3 10.3 61.6 82.7 323 10.9
Dala taken from Tables 10-13, 1B-21, pages 63-65 and 67-69 of Metabolism Report: nd = not detectable; -* = not reported

Table 10: Identified metabolites (% administered dose) in urine of rats 24-168 h after oral administration
of “*C-BAS 800 H at 100 mg/kg_bw.

biosample Urine Feces
sex s 2 4 2

|_Assessed 0-h =24 -96 168 | 24 | 498 -168 -24 72 -96 -24 | 48 -2
Radlo-label P U P U P P P P U P U P P U P P P 1]
BAS 800 H 21.7 [ 209 | 231 | 222 [ 366 | 43.9 [ 48.7 | 821 [ 633 | 146 | 13.7 [ 4.84 [ 16.0 | 152 | 7.54 | 3.75 | 9.94 | 9.20
M800HD1 2.95 | 3.30 | 3.53 | 3.93 | 8.05 | nd 006 | 047 | 005 | 132 | 129 | 230 | 223 | 258 | 052 | 116 | 0.88 | 1.27
M800H05 0.50 | 029 | 069 | 044 | 1,76 | - - nd - 029 | nd 077 | 059 | 0.33 | - 0.18 | - -
MB00HD3 059 1063 1075 [ 081|221 | nd 0.04 { 0.05 [ - 166 | 1.52 | 240 | 265 | 271 | 0.15 [ 065 | 0.36 | D.45
MBRORO7 0.28 | - 040 | - 216 [ 042 | 063 | 364 { - 0.85 | - 141 [ 1.20 ) - 030 | 0.75 | .76 | -
MBQOH37 - - 0.02 | - 0.49 | - - 0.01 | - 047 | - 179 | 0.83 ) - - 0.10 | -
MBOOHO2+06 | nd nd nd nd - nd nd - - 132 1113 | 290 [ 268 | 3.20 | nd 0.32 | 016 | 0.36

|_MB0OHOS - 030 | - 0.34 | - - - 001 1001 | - nd - - nd - - - -
MBOOHQ4+08 | nd nd nd nd - nd nd - - 097 | 1.52 | 095 [ 138 | 237 [ 0.61 [ 0.59 | 1.24 | 0.78

| MBOOH23 - 0.26 | - 038 | - - - - 0.50 | - nd - - nd - - - -

| {otal 260 | 258 | 28.5 | 28.1 | 52.0 | 44.3 | 40.5 | 863 | 534 | 333 | 308 1381 | 476 ) 506 | 912 | 7.50 | 13.4 | 121
Data taken from Tables 14-17, 22-26, pages 65-67, 70-72 of Metabolism Repori; nd = not detectable; -* = not reported

Metabolites in hile: Table 11

The excretion of radioactivity via bile amounted to 19-68% AD within 48 h for male and female rats.

For male rats, the major metabolites were MB00H01 {8.7-10.6% AD), MBQOHO7 (11.1-13.4% AD),

M800H18 (8.9-11.5% AD), and the unchanged parent compound (4.8-14.5% AD), The metabolite
MB800H18 was identified as a derivative of the parent compound in which the uracil ring was cleaved to
forma N-sulfonylamide group, combined with a demethylation of the N-methyl-N-isopropylgroup. Other
metabolites identified in the bile were MB00H02 + M800H17 (2.1-4.4% AD), MBOOH16 (1.6-2.4% AD),
MB800H19 (3.1-3.2% AD), MBOOH20 (4.1-4.6% AD), and M800H21 (0.2% AD). MB00OH17 was identified
as a derivative of the parent compound in which the uracil ring was cleaved but the three-carbon
fragment remained attached to the molecule, MBOOH20 and MB00OH19 were formed by further
degradation of the N-methyl-N-isopropylgroup. Metabolite M80OH16 could be formed by oxidation of
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M8O0H17. MB0DH21 was an oxidation product of BAS 800 H.

In female rats, the predominant biliary metabolites were M800H07 (4.8-8.7% AD) and the parent
compound (6.6-11.4% AD). Other identified minor metabolites were M800OH01 (0.7-1.1% AD), M8OOH02
+ M800H17 (1.7-3.1% AD), MBOOH16 (0.8-1.7% AD), M80OH18 (0.6-1.1% AD), M80OH19 (0.8-2.1%

AD, M800H20 (0.7-1.4%]), and M800H21 (0.1-0.3% AD).

Total identified metabolites in bile were in the range of 47-62 and 17-31% AD in male and female rats,

respectively.

Table 11: Identified metabolites (% administered dose) in the rat 48-72 h after oral administration of *C-
BAS 800 H at 5 or 100 mg/kg bw.

phenyl“C-BAS 00 H 5§ mofky bw 100 mg phenyl“C-BAS 800 Hikg bw
administration single single
bie-sampla bile hile
sex a8 2 (s} 2
h assessed 0-48 0-48 0-48 0-48
BAS BOD H 4.78 6.56 145 114
MECOH18 11.5 0.61 8.87 1.14
MBOOHO7 114 4.77 134 8.08
MaooHO1 8.69 0.72 19.6 143
M80gH20 4.11 0.70 4.58 1.43
M800H13 3.06 - - -
MB80OHD2+17 2.08 1.75 4.42 3.08
M800H16 1.62 0.82 243 1.67
MBOOH21 0.17 0.14 0.26 0.32
MBOOH19 - 0.83 3.21 208
total 470 16.9 62.2 30.9

|_Data taken from Tables 27-30, pages 73-76 of Melabolism Report; -* = not reported;

Metabolites in tissues: Tables 12-13

Table 12: Identified metabolites {% administered dos

and uracil-"*C-BAS 800 H at 5 makg bw.

€} in the rat 1 h after oral administration of phenyi-

Q

fissue liver kidneys fat plasma liver kidneys fat plasma
compound | A B A B A B A B A B A B A B A B
BAS800H | 254 [ 191 | 077 | 066 | 072 [ 050 | 273 | 353 | 164 | 157 | 063 [ 0.71 | 0.61 | 069 | 3.38 | 4.10
MB800H04 | 430 | 288 | 024 | 0.21 | nd 0.03 | nd nd 1.61 | 246 | 0.14 | 0.24 | nd 002 | nd 0.17
MAB0OHD1 1,32 1 1.09 10.03 | 0.02 | 0.03 | 0,01 | 0.03 [ nd nd 0.21 | nd 0,01 | nd ng nd nd
M200He3 [ 0.15 | nd 0.01 { nd nd ng nd nd nd nd nd ! nd nd nd nd nd__|
fotal 312 1231 [1.04 | 090 [ 073 | 054 | 2.76 | 3.53 | 18.0 [ 184 [ 0.77 | 096 | 0.61 | 0.71 | 3.38 | 4.27

Cata taken from Tables 31and 33, pages 77

fand 78 of'MelaboIism Report; nd = not detectable

A = pheny"'C-BAS 800 M; B = uracil'“C-BAS 800 H

Table 13: Identified metabolites (% administered dose) in the rat 1 h after oral administration of phenyl- and
uracil-"“C-BAS 800 H at 100 mglkg bw.
g

)
tissua liver kidneys fat plasma liver kidneys fat plasma
campound | A B A B A B A B A 8 A B A B A B
BASS00HM | 434 | 7.28 1044 | 064 | 023 1038 [ 157 [ 1.97 | 6.07 | 464 [ 072 | 047 | 0.74 | 046 | 2.46 | 2.01
MaooHo4 129 | 210 | 014 | 023 | 001 | 002 | 0.03 [ 0.05 | 1.36 | 1.31 | 028 | 0.23 | nd 0.01 | nd 0.05
MaoaHo1 015 | 0.24 | 002 | 0.02 | 0.0 nd nd nd nd nd nd 0.01 | nd nd nd | nd
MB800H03 nd nd 0.00 | nd nd nd nd nd nd nd nd nd nd nd nd nd
MB0OHD? | nd nd 001 | nd nd nd nd nd | ad nd 001 | nd nd nd 0.04 | nd
total 580 1962 | 061 | 089 [ 024 | 045 [ 1.60 [ 2.03 | 743 | 595 [ 103 1070 [ 074 [ 047 | 250 [ 2.06
Data taken from Tables 32 and 34, pages 77-78 of Metabolism Report; nd = not delectable

A = phenyiC-BAS 800 H; B = uracil*C-BAS 800 H
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The metabolites in the liver, Kidneys, and adipose tissues were comparable. The major metabolites
were the unchanged parent compound (liver = 4.4-25.4, kidneys = 0.4-0.8, fat = 0.2-0.7% AD) and
M800HO4 (liver = 1.3-4.3, Kidneys = 0,1-0.3, fat <0.01-0.03% AD). Other minor metabolites were
M800H01 and M800HO3. Total identified metabolites in the liver, kidneys, and fat were 6.0-31, 0.8-1.0,
and 0.2-0.7% AD, respectively. Overall, no considerable effects were detectable betwaen the genders in
tissues.

Metabaolites in plasma;

The metabolites in the plasma were also comparable to those in the tissues such as the liver and
kidneys. The predominant metabaolites were the unchanged parent compound (1.8-4.1% AD), M800H04
(0.01-0.06% AD). The metabolite M80OHO1 was identified only in male rats (phenyl-label) at 0.03% AD,
while M800HO07 was only seen in female rats {phenyl-label) at 0.04% AD. Total identified metabolites in
plasma were in the range of 1.6-4.3 % of the dose,

Metabplic pathway: The identified metabolites are summarized in Table 14.

Table 14: |dentified metabolites in the rat after oral administration of phenyl- and uracil-"*C-BAS 800 H

metabolite uring feces bita liver kidneys fat plasma

C-BAS 800 H A A B A B A B A

BASB00H X X X X X X X X

MBOOHO1 X X X ® x X

Eal Ea Y b
]

MECoH02

MR [ % |2
¥ e |6 = [m

MBO0HD3

MB00Ha4

M800H05

o
b4

M8ooHos

b
=

MBOCHO7 x

LA LR A A A g 1]
=
»

MEOoHOS

AL PR LS el g

MB0OHDS x X

MBDOHOD10 X
MBOOHO1 1 X

F

MBOOHD16

M800H017

MaooHo18

MEQOHO19

MBA0H020

LA A Eal Ead b

MEQ0H021

M8a0H23 x

Ma00H035 %

Ma0aH037

X X
Data taken from Table 35, pages 79-80 of Melabalism Reporl; A= phenyl"C-BAS BOO-H; B = uracil*C-BAS 800 H

In rats, BAS 800 H was metabolized by three major transformation steps:
- demethylation of the uracil ring

- degradation of the N-methyl-N-isopropylgroup to NH;

- cleavage of the uracil ring, forming a sulfonylamide group

The predominant metabolites were M800H01, M800H03, M8OOHO7, and the parent compound. In
addition, the metabolites, M800H0S5 and M800H18 also occurred in male rats.

The metabolites M800H01, M800H03, and M800OHO5 were identified as derivatives of BAS 800 H in
which the N-methyl-N-isopropylgroup was step-by-step degraded to unsubstitutes sulfonamide. The
metabolite MBOOHO7 was identified as a derivative of the parent compound in which the uracil ring was
cleaved with loss of three carbons to form a phenyl-N-methyl urea group. The metabolite MBOOH18 was
identified as a derivative of the parent compound in which the uracil ring was cleaved to form a phenyt-
N-methyl urea, combined with a demethylation of the N-methyl-N-isopropyl sulfonamide.

14
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Other identified metabolites were M800H02, M80OH04, M8OOH06, M80OH08, M8OOHOS, MBOOH10, _
M800H11, M800H16, M800OH17, M80OH19, M800OH20, MBOOH21, MBOOH23, M80OOH35, and MBOOH37.

The metabolic pathway is shown in Figure 1,

15
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ﬁﬁum 1:

Metabolic pathway of BAS 860 H in rats

Romarks:;

“ Mekxdoliles ware identificd by LOMSMAS, Quantfleation within the study was net
{ezsible, because of pegligible amounis.

** Matabolits M80CH15.ketohydiate is & patential intermedinte mesabalite not
identiled ¢uring the currenl ucy

f
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ill. DISCUSSION '

A. Authors' conclusions:

"After single oral administration, C-BAS 800 H was rapidly absorbed from the gastrointastinal tract,
Based on the amounts of radioactivity excreted via bile and urine, the bioavailability of "*C~BAS 800 H
in male rats was virtually complete at a dose of 100 mg/kg bw and was calcuiated to be about 70 % at a
dose level of 5 mg/kg bw. For female rats, the applied dose of *C-BAS 800 H was virtually completely
absorbed at both dose levels. For the assessment of the calculated bjoavailability, it has fo be taken into
account that the data indicate potential re-absorption of at least a part of the biliary excreted
radioactivity. The excrefion of radioactivity was rapid and occurred sex and dose specific with a higher
urinary excretion in female rats that was more pronounced at lower doses. Thus, the clearance of *C-
BAS 800 H was higher in female rats with the consequence that female rals have lower internal
expostres than male rals at the same external dose.

The parent compound was metabolized by three major transformation steps, which are demethylation of
the uracil ring system, degradation of the N-methyl-N-isopropylgroup to NH, and cleavage of the uracil
ring, forming a sulfonylamide group. The predominant metabolites were M800H01, M800HO3, MBOOHO7
and the parent compotnd for male and female rats. In addition, the metabolite MBOOH(O5 was a major
metabolite for male rats. Mefabolites M800H16, MBOOH 17, MBOOH18, M8OOM19 and MBOOM20 were
present in bile only at remarkable poriions.”

B.:Reviewer's comments:

The study was properly conducted and reported. The biokinetics data demonstrated that orally
administered BAS 800 H was rapidly absorbed, distributed, and excreted. Regardless of the dose
administered, maximum concentration of BAS 800 H in blood and plasma was reached within 1 h of
dosing and declined rapidly after 24 h. The blood and plasma data demonstrated that the majority of the
BAS 800 H residues occurred in the plasma and were not bound to cellular elements of the blood, There
was a sex dependent difference in the excretion of orally administered BAS 800 H. Following single low-
and high-dose administration or a repeat high-dose administration, the main route of elimination in male
rats was via the feces, while urinary excretion was the majer route of elimination in females, The sex
dependent excretion was more pronounced at the low dose level than at the high dose level. The sex
dependent difference in excretion of orally dosed BAS 800 H was also demonstrated by the biliary
excretion data which showed significantly higher biliary excretion of BAS 800 H residues in males than
in females. Excretion of crally dosed BAS 800 H was essentially complete within 96 h, the majority was
eliminated within the first 24 to 48 h. Exhalation was not a relevant excretion pathway of BAS 800 H. At
168 h after dosing, BAS 800 H residues remaining in tissues were very low, and occurred mainly in
carcass, liver, skin, and gut contents,

Studies of the metabolic pattern and identification of metabolites in the rats indicated that BAS 800 H
was metabolized by three major transformation steps, which were demethylation of the uracil ring
system, degradation of the N-methyl-N-isopropylgroup to NH,, and cleavage of the uracil ring, forming a
sulfonylamide group. The predominant metabolites were M800H01, M8GOH03, MBOOHO7 and the parent
compound. Other minor metabolites were M8G0OH05, MBOOH16, MB00H17, MB00H 18, MBOOM1S, and
MBCOM20. There were no significant gender differences in metabolic prpfiles.

Both the bickinetics and metabolism studies were well conducted. Howeaver, reporting of the results was
difficult to follow because of the many dose groups tested and the large amount of data collected.
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